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What is claimed is: 

X 

1. A medium for sequentially detecting two or more ^ 
bacterial enzymes, comprising: 

(a) a first ' nutrient indicator which provides a first 
detectable signal when cleaved by a first bacterial enzyme; 
and 

(b) a second nutrient indicator which provides an 
intermediate molecule when cleaved by a second bacterial 
enzyme, wherein said intermediate molecule provides a second 
detectable signal upon reacting with a developing agent. 

2. The medium of claim 1, wherein said first 
bacterial enzyme is I (3-glucosidase and said first nutrient 
indicator produces a detectable color when cleaved by (5- 
glucosidase . 



. 3. The mediuml of claim 2, wherein said first nutrient 
indicator is selectefi/r rom the group consisting of 
resof ursLn-p-D-glucopHcaiaoside, o-nitrophenyl-p-D- 
glucopyranoside, p-nfltdophenyl-(3-D-glucopyranoside, 5-bromo- 
4 - chloro - 3 - indoxy 1 - p-b-glucopyranos ide , 6 -bromo - 2 - naphtyl -(3- 
D-glucopyranoside, Rose -(5-D-glucopyranos ide, VQM-Glc (2- (2- 
[4- ((3-D-glucopyranosyloxy) -3-methoxyl] vinyl) - 1 -methyl - 
quinolinium iodide, VBZTM-Gluc (2-{2- [4- (3-D- 
glucopyranosyloxy ) 3 -methoxylphenyl] vinyl } -3 - 
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methyibenzochiakciium iodide, and 4-mechyIumbeliif eryl-0-D- 
glucopyranoside 

4. The meldium cf claim 2, wherein. said first nutrient 
indicator is o - nli t rep heny 1 - (} -D -gluccpyranos ide . 



5. The mefciium of claim 1, wher 
is pyrrol idonyi kryiamidase and said 
alters the coicr| of said medium upon 
developing agent 



iin said second enzyme 
.ntermediace molecule • 
reacting with a color 



6. The medium of claim 5, wherein said second 
nutrient indicator is pyroglutamic acid-(S-naphtylamide 



7 . The medium 
developing agentMis, 



8 



A metfnoc 



d£ claim 5, wherein said coioz 
p-dimethylaminocinnamaldehyde . 



for sequentially detecting the presence 
of two or more |£>a£:terial enzymes in a sample, comprising the 
steps of: 

(a) inoculating any medium of claims 1-6 with said 
samole and incubating the medium under conditions suitable 
for bacterial growth; 

(b) observing said first detectable signal, the 
presence of which indicates said sample containing said 
first bacterial enzWe; and 
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The medium of claim 10 wherein said first nutrient 
indicator is selected f rem the group consisting of 
rssof uran-{J-D-giufccpyrancside, c-nitrcphenyi-3-D- 
glucopyranos ice , nit re phenyl - (3 - D -giucopyrancside , 5 -bromo - 
4 -chicro-3 - indcxy il- £ -D -giuccpyranos ice , S-brcmo-2-r.aphtyl-[5- 
D-gluccpyrancside, 1 Rose-3-D-glucopyrancside, VQM.-Gic ( 2 - ( 2 ■ 
[4- (p-D-glucopyrandsyloxy) -3 -methoxyl j vinyl) - 1 -methyl - 
cuinoiinium iodide j V3ZTM-Gluc (2-{2- [4- (3-D- 
giucopyranosyloxy) 31-methcxyiphenyl] vinyl} -3 - 
methylbenzothiazcii^im iodide, and 4 -methylumbellif eryl-3-D- 
clucoovranoside . 



12 . The medium! 
nutrient indicator 



f claim 10, wherein said first 
^-nitrophenyl- (J -D-glucopyranos ids 



13. The medium <bf claim 10, wherein said second 
nutrient indicator is Ipyroglutamic acid-(3-naphtylamide . 

14. The medium of claim 13, wherein said developing 
agent is p-dimethyiaminpcinnamaldehyde . 



15. The medium of Iclaim lO, wherein said one or more 
selective agents are selected from the group consisting of 
amikacin sulfate, polymyxin B, bacitracin, clindamycin, 
cefotaxime, and amphotericin B. 
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IS. The\ medium cf claim 10, further comprising a tesz 
sample from a numan source. 

17. The medium of claim IS, wherein said test sample 
is a reccal or perirectal swab. 



10 
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18. The meqium cf claim IS, wherein said test sample 
is a wound swab . 

19. The medium of claim IS, wherein said test sample 
is a urine specimen! 

20. The mediurA of claim IS, wherein said test sample 
is a stool specimen. 



2 1 . The medium 
is a swab taken from 
a hospital. 



claim 16, wherein said test sample 
5i/rf ace of utensil or eouioment from 



22. The medium/ oxl claim 10 which is liquid. 

23. A method for detecting the presence or absence of 
vancomycin- resistant Enti^rococci in a sample, comprising the 
seeps of: 

(a) inoculating anyl medium of claims 10-12 with said 
sample and incubating the! medium under conditions suitable 
for the arowth of vancomycin resistant Enterococci ; 
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(b) observing slaid first: detectable signal; and . 

(c) contacting said medium or a portion of said medium 
with said developing agent and observing said second 
detectable signal, wherein the presence of both said first 
detectable signal and paid second detectable signal 
indicates said sample Containing vancomycin- res 1st ant 
Entsrococci . 

24. The method of j claim 23, wherein a portion of said 
medium is brought into contact with said developing agent on 
a filter paper or an absorbant material and observing said 
second detectable sigrLallHthe presence of which indicates 

/ 1 7 m> 

said sanrole containing /f Ir-cocrfycin-resistant Enterococci . 



25. The method c 
nutrient indicator is 
said second nutrient i^ 



aim 23, wherein said first 
- niltrophenyl - [} -D-glucopyranos ide , 
dicator is pyroglutamic acid- (S- 



naphtylamide, and said developing agent is p- 
dimethylaminocinnamaldehyde 

26. The method of claim 23, wherein said medium is 
liquefied and said contacting in step (b) comprising taking 
a portion of said medium to mix with said developing agent . 



27. The method of claim 123/ wherein said medium is 
agar and said contacting in sttep (b) comprising adding said 
developing agent on top of saifl medium. 
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23. The mechcVi cf claim 23, wherein said vancomycin 
resistant Enterococai are detected in no mere than 2 4 hours 
from inoculation." \ 

. 29. The method of claim 23, wherein said vancomycin 
resistant Entarococci \in a concentration; of no less than L 
viable microbes per milliliter of said medium at inoculation 
are detected in no mora than 24 hours from inocuiacion. 

30. The method of \claim 23, wherein said vancomycin 
resistant Entarococci in\a concentration cf no less than 10 
viable microbes per miliiVLiter of said medium at inoculation 
are detected in no more titan 13 hours from inoculation. 

31. A medium for detecting the presence or absence of 
vancomycin- resistant EntlroAocci, comprising: 

a) vancomycijry il an amount sufficient to 
suppress' the growth of vancomycin sensitive Entarococci; 

b) one or more selective agents in an amount 
sufficient to suppress the growth of fungi, gram positive 
and gram negative bacteria otner than Entarococci; 

c) a first nutrient indicator which provides a 
first detectable signal when cleaved by 3-glucosidase; and 

d) a second nutrierit indicator which provides a 
second detectable signal when cLeaved by pyrrolidonyl 
arylamidase, wherein the presenae of both said first 
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detectable signal 
distinctively dec 
said detectable s 



and second detectable signal is 
sctable from the presence of only one of 
nals . 



32. The m^iiJrn of claim 31, wherein said first 
nutrient indijz&tor/is o-nitrophenyl-3-D-giuccpyranoside and 



said second nutri 



ent indicator is L-pyrcglutamic acid 7- 



amido-4 -methyl -cdumarin 
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